Abstract: This article presents the findings of a laboratory study investigating the stimulation and conditioning of seeds with biochar and the effects observed in the germination and emergence of Virginia mallow (Sida hermaphrodita (L.) Rusby) seedlings. The study shows that biochar, applied as a conditioner added to water in the process of seed hydration, improves their germination capacity. When the processed plant material was added to water at a rate of 5 g (approx. 1250 seeds) per 100 mL, the rate of germination increased to 45.3%, and was 23.3% higher when compared to the control group, and 7.3% higher than in the seeds hydrated without biochar. The beneficial effects of biochar application were also reflected in the increased mass of Virginia mallow seedlings. The mass of seedlings increased by 73.5% compared to the control sample and by 25.9% compared to the seeds hydrated without biochar. Given the low cost of charcoal applied during the hydro-conditioning process, the material can be recommended as a conditioner in large-scale production of Virginia mallow.
Introduction
Crop yield and seed quality are among the basic parameters reflecting the effectiveness of plant production. They are determined by a number of factors, such as genotype, environmental conditions during crop growth and maturation, as well as the storage, selection, germination and enhancement of seed material. Given the processes of climate change, various stress-inducing factors influence seeds during their growth and maturation in significant and various ways. By selecting plants as well as breeding new cultivars to achieve enhanced qualities, it is possible to acquire a high yield and fine quality of seeds resistant to disease and stress. Irrespective of the effects of such breeding projects, the yield and quality of seeds may be improved by applying biological methods during plant growth or maturation and in the processes of storing and preparing the seeds for sowing [1] .
Virginia mallow (Sida hermaphrodita L. Rusby) is a plants successfully grown for its biomass, which is used as a raw material in the production of renewable energy. It is a fast-growing perennial plant cultivated for its ornamental, melliferous and medicinal properties and as a fibre and fodder crop; it also produces a large quantity of biomass, comparable to or greater than common osier. However, the poor germination rate, frequently amounting to only 30-50%, poses a challenge in the cultivation of the crop. Virginia mallow production is also limited due to the difficulties in establishing plantations. The problems related to Virginia mallow seed germination and the disproportions between germination rate and seedling emergence in the field make it impossible to plan crop density [2] . In order to eliminate this obstacle, the seeds can be subjected to a pre-sowing treatment. The method is designed to stimulate the germination of seeds and the emergence of seedlings in the shortest possible time under a wide range of environmental conditions. Most importantly, the processes of germination and emergence to a large degree determine seedling vigour, their susceptibility to disease, their capacity for further growth and development and, ultimately, crop productivity [3] .
Poor germination rate due to dormancy, linked with imperviousness of seed coats to water and gases, may be improved with such treatments as scarification, i.e., the mechanical alteration of seed coats, or short-term refrigeration of seeds at low temperature, periodical chilling (vernalisation) as well as growth stimulation treatments, variability to drought and saline stress through [4, 5] . Seed germination and plant growth may also be improved with a number of operations, e.g., the decontamination and screening of seeds for their physical properties and treatments based on such factors as temperature or magnetic fields, as well as their irradiation with light of varying wave length and intensity [1, 6] . Enhanced germination rate may also be achieved if, prior to sowing, the seeds are soaked in aqueous monocultures of algae or Cyanobacteria [7] ; on the other hand the exposure of adequately wetted seeds to high or low temperatures for a specific length of time results in the seedlings having higher resistance to cold weather and the plants having greater metabolic activity and growth [8] .
The germination potential of seeds can also be effectively improved by the controlled wetting of seeds up to a specified level, followed by incubating for some time at an appropriate temperature. The related methods include hydro-conditioning, osmo-conditioning and matri-conditioning. They differ in terms of the wetting techniques applied: -hydro-conditioning involves direct seed humidification with water, without a medium; -matri-conditioning involves water carried by a solid inorganic substance with high negative water potential; and -osmo-conditioning involves water carried by osmotically active substances with low osmotic potential.
A specific amount of water imbibed by the seeds initiates most of the metabolic processes preceding germination, but it is insufficient for initiating the growth and emergence of radicles. The seeds are primed this way, at a temperature of 15 or 20 • C as a rule, for a time ranging from a few hours to several days. Prior to planting, adequately conditioned seeds may be dried and stored, preferably at low temperatures and mild relative air humidity (40%). The priming treatment leads to a faster germination and emergence of seedlings, and decreased vulnerability to environmental conditions during initial plant growth. The effectiveness of the conditioning may be increased by adding growth regulators to the water [1, 9, 10] .
The quality of the seeds is also greatly dependent on the mother plants. Under field conditions the quality of the seeds may be increased by the biological fertilisation of mother plants with substances improving the environmental conditions, keeping mother plants a suitable distance away from each other, introducing microorganisms, algae or non-toxic Cyanobacteria that produce allelopathic interactions within the soil, and finally by treating mother plants with a bioformula mainly stimulating metabolic processes [11] [12] [13] [14] [15] [16] [17] .
Biochar is a fine-grained product of carbonisation, obtained through the pyrolysis of plant biomass and organic waste, and containing aromatic, aliphatic and oxidised compounds of carbon. The chemical composition of biochar is determined by the composition of the feedstocks and the way the process of pyrolysis is conducted. Biochars contain stable organic carbon, washed out carbon and ash. The mineral fraction of biochar comprises macro-and micro-elements which may act as a source of minerals for micro-organisms living in the soil. Biochar introduced into the soil is highly resistant to degradation and microbial decay, which means it preserves the chemical stability of the environment to which it is introduced [18] [19] [20] [21] [22] . Biochar may protect plants against infection [23] . Added to soil, it improves soil fertility and productivity and may lead to an increase in the land's water capacity, as well as decreasing soil acidity. Biochar also has the capacity to retain and exchange nutrients, which results in a better availability of nutrients in plants [19, [24] [25] [26] .
In view of the growing body of evidence regarding the beneficial effects of biochar as a soil amendment, already successfully used in the production of various crops, the authors of this paper decided to expand the scope of this research and to apply biochar in seed conditioning. The purpose of the current study was to assess the usefulness of biochar in enhancing the viability of Virginia mallow seeds. It was designed as a preliminary laboratory study in order to verify whether further research would be justified, and if it would be practicable to apply the relevant method under field conditions.
Materials and Methods

Preparation and Characterisation of Biochars
Biochar used for the experiment was produced from barley straw. The material was examined for pH values, and contents of macro-and micro-elements. Biochar was refined in a mechanical lab mill, to obtain grains of a size a fraction below 5 mm. It was then sieved through a mesh with 1 mm openings, and rinsed with demineralised water several times to remove any contaminants. The biochar was then subjected to drying at 75 • C for 12 h.
The biochar used in the study was characterised by a pH value of 6.59 with total contents of carbon and nitrogen amounting to 74.35% and 0.93%, respectively. The tests also showed the water and ash content of the biochar being at a level of 9.11% and 11.57%, respectively. The biochar was characterised by a high content of volatile substances, i.e., 66.42% (Table 1) . Table 2 presents the contents of selected macro-and micro-elements in the biochar generated from plant biomass. In view of the fact that many fertilisers used in agriculture today may contain toxic metals, the biochar used in the experiment was subjected to appropriate tests. The findings showed no aluminium, arsenic, cadmium or lead content in the material. Table 2 . The contents of selected macro-and micro-elements in the biochar generated from biomass. x-mean, SD-standard deviation. 
Al
Plant Sample Collection
The study used commercially available Virginia mallow (Sida hermaphrodita R.) seeds, from a plantation located in the Warmia-Masuria Province, Poland.
Experimental Design
In the first stage of the experiment, 5 g of biochar was added to 100 mL of demineralised water and carefully mixed. Subsequently 0035 g of Virginia mallow seeds, with a moisture level of 5%, were introduced into the solution (1000 seeds of Virginia mallow weight approx. 4 g). The seeds were hydrated for four hours at 20 • C, after which they were transferred to hermetic containers and incubated at a temperature of 20 • C for two days. The seeds were also aerated every day. At the next stage, a new 5 g sample of Virginia mallow seeds was subjected to hydration in 100 mL of water, with no biochar added to the solution, following the same procedure as described above. All the seeds conditioned in the above way were then dried on filter paper in laboratory conditions, to achieve the initial moisture level, and their viability was assessed. For this purpose, 3 × 50 seeds were planted (representing all the variants, i.e., seeds hydrated with biochar, hydrated without biochar, and not hydrated) at a temperature of 20 • C, onto wet paper placed in Petri dishes. Each day the germinating specimens were counted, i.e., the seeds in which the radicle had emerged and reached a minimum length of 1 mm. After 14 days of the experiment, the plant material was collected for further testing. The seedlings (overground parts) collected for this purpose were weighed and rinsed several times with demineralised water, to remove any possible contamination.
Examination of Samples
The samples of biochar and the Virginia mallow seedlings were subjected to laboratory analyses using applicable analytical standards (Table 3) . The pH of the biochar was determined by measuring the concentration of hydrogen ions, i.e., the activity of hydrogen ions (H + ), with the use of the potentiometric method. The analysis was performed in a KCl solution with a concentration of 1 mol dm −3 , assuming a mass of study sample to solution volume ratio of 1:2.5. All measurements were taken using the Nahita pH meter, model 907 (AUXILAB, Beriáin, Spain).
The total carbon and nitrogen content was tested using a TrueSpec CHN analyser from LECO (LECO Corporation, Saint Joseph, MI, USA).
The mineralisation of the material was repeated three times. The elemental content of the samples was determined using a method based on inductively-coupled plasma atomic emission spectroscopy (ICP-OES), using an iCAP Dual 6500 analyser from Thermo Scientific (Schaumburg, IL, USA). The mineralisation of the samples was performed in Teflon containers using a mixture of acids under specific conditions (Table 4) . In each case, the sample obtained in the mineralisation process was supplemented with mineralised water to make up a volume of 50 mL. In the calibration step, standard solutions for all elements were prepared using a spectroscopic grade reagent (Thermo) with a three-step curve. The curve fit factor for all elements was over 0.99. The selection of a measuring line of appropriate length was validated by the method of standard additions. The recovery on selected lines was above 98.5% for each of the elements. Every time, the CRM 1515 (Certified Reference Material) was used and the selection of appropriate lines was carried out using the standard addition method.
Every time we also used internal standards for matrix curve correction; these were yttrium (Y) and ytterbium (Yb), two elements not detected in the samples. The detection limit of the analytical method used for the elements studied was no worse than 0.01 mg kg −1 . 
Statistical Analyses
All parts of the experiment were independently repeated three times. The results obtained were subjected to statistical analyses using Statistica ver. 10.0. The results were statistically analysed with multiway ANOVA and differences between the means were assessed using the Duncan test. Figure 1 shows the number of germinating seeds of Virginia mallow, at the relevant time, in the control sample and relative to the method of seed conditioning (hydro-conditioning alone, and hydro-conditioning in water with biochar added).
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Results and Discussion
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The germination process in the three samples started at the same time-two days after the seeds were planted. The seeds in the control sample were found to have a germination rate of 22%. Poor germination rates observed in Virginia mallow are associated with the fact that the plant produces hard seeds, with a calcareous coat impervious to water. The impervious layer regulates seed dormancy, as well as the speed at which water penetrates the seeds to reach a sufficient hydration level [34] .
The poor germination rate of the control sample could also have been affected by the climatic conditions occurring in the year the plants were harvested, the threshing method used and the duration of storage [35] . The seeds subjected to hydro-conditioning showed a better germination rate than the control sample, reaching 38%. Hydro-conditioning is rather commonly applied in order to improve the ability of hard seeds to germinate. The positive impact of this process on the germination and vigour of crops and garden plants has been reported by numerous researchers. Grzesik et al. [36] demonstrated the positive effects of hydration as a factor in stimulating growth and metabolic processes in Virginia mallow. The highest metabolic activity was observed in the seeds hydrated to achieve a 35-40% water content, and incubated at 20 • C for six days. Janas and Grzesik [37] showed that a pre-sowing hydro-conditioning applied to dill seeds can effectively enhance their viability and stimulate the faster emergence and growth of seedlings. The same authors determined the optimum conditions for hydro-conditioning applied to seedlings of root parsley. Parsley seeds hydrated to a hydration level of 45% and incubated at 20 • C for three to six days were found to germinate earlier and in larger numbers than non-hydrated seeds. The seedlings emerging from the former developed faster and contained more chlorophyll [38] . Similar findings were reported by Mendonça et al. [39] who found that seedlings from carrot seeds subjected to hydro-conditioning were faster to emerge and grow compared to the control sample. Xavier Fernanda da Motta et al. [40] established that hydro-conditioning is the most effective treatment to improve the germination and vigour of onion seeds. The positive effects of hydration, observed in germination, emergence and plant growth, are associated with metabolic activity, which is more rapidly initiated and increased in seeds before they are planted in soil, and in seedlings at the very beginning of their growth [36] .
The addition of processed plant material (biochar from biomass) produced an increase in the number of germinating seeds. Biochar added at the rate of 5 g per 100 mL of water increased the speed of germination by 20.7%, and the germination capacity of the seeds increased to 45.3%, which was 23.3% higher than the control group; conversely, these values increased by 11.3% and 7.3%, respectively, when compared to the seeds subjected to hydration. The method applied may present several advantages over the methods of pre-sowing seed treatment and enhancement currently used. In the literature we can find numerous seed scarification methods, more or less effective, and varied in terms of their feasibility for use in mass production. A number of authors have investigated methods of breaking seed dormancywith the use of concentrated sulphuric acid [41] [42] [43] [44] [45] [46] [47] . Doliński et al. [47] observed an increase in the germination capacity of Virginia mallow seeds subjected to scarification with sulphuric acid. The germination capacity following the scarification varied depending on the year the seeds were harvested and on the duration of their storage [35, 47] . Although it produces satisfying results, this method is hazardous to seeds (prolonged exposure to the acid leads to embryo death) and harmful to people carrying out the scarification process. Furthermore, scarification with sulphuric acid may lead to a decrease in seed vigour [41, 43, 47] . Mechanical processing is also frequently used to interrupt seed dormancy. However, such methods may prove troublesome for production on a large scale; examples include nicking lupin seed coats with a razor blade [48] , manually rubbing burclover Medicago polymorpha seeds with sand paper, and shaking seeds of clover Trifolium subterraneum with sand in a laboratory shaker [49] . Germination rates may also be improved by a treatment involving the stimulation of seeds with a magnetic field, however, these techniques are rather costly and not as effective as other known methods of seed scarification [50, 51] . Effective methods for breaking seed dormancy include thermal scarification. Dormancy was successfully broken in seeds of burclover, Medicago polimorpha, and clover, Trifolium subterraneum, following a short-term heat treatment with a blowlamp. As a result, seed germination rate increased from 10 to 79% for burclover, and from 46 to 95% for clover [49] . Thermal scarification may also be performed by immersing seeds in hot water or treating them with liquid nitrogen. Doliński et al. [35, 47] observed a significant increase in the germination capacity of Virginia mallow seeds following a short treatment with hot water. The temperature required for interrupting the dormancy of a Virginia mallow seed depends on the length of time the seed has spent in storage. Sharma et al. [52] reported even a ten-fold increase in the viability of seeds of selected fast-growing tropical tree species, i.e., Albizzia lebbek, Albizzia procera, Peltophorum pterocarpum, Acacia auriculiformis and Leucaena leucocephala, following a short-term (1-10 min) treatment with hot water (100 • C). The dormancy of fodder galega seeds was interrupted following a treatment with liquid nitrogen (−196.5 • C) [53] . Notably, the duration and temperature of the treatments applied to break seed dormancy depends on the plant species.
The experiment described in this paper is the first to apply biochar as an additional conditioner in the process of seed hydration. Rogovska et al. [54] assessed the effects of biochars on seedling growth and absorption of allelochemicals present in corn (Zea mays L.) residues. Corn seeds were germinated in aqueous extracts of six varied biochars. Extracts from the six biochars had no effect on percent germination; however, extracts from three biochars produced at high conversion temperatures significantly inhibited shoot growth by an average of 16% relative to control (deionized water). In the literature we can find studies assessing the effects of biochar as a soil fertiliser on seed germination. Solaiman et al. [55] carried out a laboratory experiment which showed a positive association between biochar, obtained from various biological feedstocks, and increased germination rates in wheat seeds. Generally, the beneficial effects were produced by five types of biochar applied in doses <50 t h −1 . Conversely, higher doses failed to stimulate the germination process, or even inhibited it. Shamim et al., [56] assessed the effects of biochars on seed germination, early growth of Oryza sativa L. In this study, the germination percentage of paddy increased in case of two of three biochar was above the control level but the difference was not significant. The third type of biochar shows decrease in germination percentage than control. Other reports on the related study found that there is no negative impact of biochar on the germination of paddy seeds [57] . The study based on forest seeds found that biochar application increases germination of seeds [58] . Saletnik et al. [19] showed that by supplementing soil with the most effective dose of biochar defined for that species, it is possible to achieve a 20% increase in the germination rate of Virginia mallow seeds. It was also observed that biochar from plant biomass, introduced to the soil, led to a significant increase in the mass obtained by plants in the early stages of their development [19] . Figure 2 presents the total mass of the seedlings harvested after 14 days of the experiment, relative to the sample type. The total mass of the plants collected from the control sample was 0.275 g. The mass of the plants collected from seeds subjected to conditioning with biochar was significantly greater than the mass of the seedlings from seeds subjected to hydroconditioning alone, or those from the control sample. The total mass of the seedlings increased by 73.1% compared to the control sample, and by 25.6% compared to the hydroconditioned sample.
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In each case the samples analysed were characterised by having the highest potassium, calcium and phosphorus contents. The lowest levels of macro-and micro-elements were identified in plants grown from seeds conditioned with biochar. This may have been caused by the faster development and intensified metabolic processes, associated with a greater nutrient requirement, at the early stage of growth [36, 68] . The samples differed most significantly in their potassium content. Potassium is absorbed extremely rapidly by plants, second only to nitrogen, though by young ones possessing the fast-growing meristematic tissue responsible for the development of roots and stems in particular. This element is an essential plant nutrient; in the case of a potassium deficiency it is sent to apical meristems and young leaves first of all. At the early stages of plant development, phosphorus is necessary for the normal growth of the root system, and calcium is an important factor in both the regulation of cellular metabolism and structural functions, as well as being a universal carrier of information [68] [69] [70] [71] . Table 5 . Contents of selected macro-and micro-elements in overground parts of Virginia mallow plants in the control sample, in the hydro-conditioned sample, and the sample hydroconditioned with biochar added. X-mean, SD-standard deviation. According to Duncan's test, means marked with the same letter are not significantly different at α ≤ 0.05. 
Al
Conclusions
The current study shows that by adding biochar to water in the process of hydro-conditioning it is possible to achieve an over 20% increase in the germination capacity of Virginia mallow seeds. It was noted that the hydro-conditioning of seeds with biochar added resulted in a significantly greater mass of the seedlings collected at the early stage of plant development.
These findings provide a justification for further research focusing on the use of biochar as a stimulator for seed germination. Subsequent laboratory tests should be expanded, e.g., to include analyses of the enzymes involved in the germination process. The method used should be developed further with respect to optimum temperatures, incubation time and biochar dosage. Research related to these factors should be continued under field conditions in order to confirm the beneficial effects of biochar in the development, growth and productivity of crops. The application of biochar as a biological factor stimulating seed germination, as presented in the experiment, seems to present advantages related to the practicality and simplicity of the treatment as well as to the availability of the conditioning material. This method may also prove to be a cost-efficient alternative to the existing methods of a pre-sowing scarification of seeds used in plant production. 
